S2
a CD spectra of each designed peptide were monitored in PBS, pH 7.4. The final concentration of the peptide was 10 μM. Sedimentation equilibrium studies were performed at a concentration of 120 μM in PBS (pH 7.4) and a rotor speed of 60,000 rpm at 20 ºC. b The theoretical molecular mass for N-peptides in monomeric conformation. and 4 eq benzyl mercaptan were added to the resin for thioester formation. The peptides were cleaved from the Rink
Amide resin and deprotected with Reagent K, which contained 82.5% trifluoroacetic acid (TFA), 5% thioanisole, 5% mcresol, 5% water, and 2.5% ethanedithiol. The crude peptide products were precipitated with cold diethyl ether, 
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HIV-1 infection assay. To measure the inhibitory activity of the peptides on infection of R5 primary HIV-1 isolates, US4/GS 007 (subtype B), 93IN101 (subtype C), and 92TH009 (subtype A/E), 50 µl of an inhibitor at graded concentration in triplicate was incubated with the same volume of a primary HIV-1 isolate at 100 TCIID 50 at 37 o C for 30 min, followed by addition of 100 µl of CEMx174 5.25M7 cells (5×10 5 /ml). After incubation at 37 o C overnight, the culture medium was replaced with fresh medium without inhibitor. On day 7 postinfection, the culture supernatants were collected for measuring p24 by ELISA, and the percent inhibition and EC 50 values were calculated using Calcusyn software as described above. Preparation of Samples. By use of a simple protein precipitation method, a test compound was extracted from rat plasma. Plasma samples for standard curves were prepared by spiking 100 μL of rat plasma with 100 μL of various concentrations of each test compound ranging from 0.1 to 50 μg/mL in H 2 O. To each tested plasma sample (100 μL), 100 μL ethanol was added. After the mixture was vortexed and centrifuged at 18000g for 10 min, the supernatant was transferred to auto-sampler vials, and 10 μL of the supernatant was injected into the LC-MS/MS system for analysis.
Assessment of in Vitro degradation.
Three male Sprague-Dawley rats (250 ± 20 g) were anesthesia, sacrificed by collecting blood via abdominal aorta. The liver and kidneys were quickly removed from each rat, washed in ice-cold 0.9% sodium chloride solution, weighed and cut into small pieces, diluted with 4 mL of ice-cold Tris-HCl buffer (50 mM, pH 7.4) per 1 g of tissue. For each tissue, the samples from the three rats were pooled and homogenized using a Teflon digital homogenizer. The homogenates were centrifuged (9,000 g) for 20 min at 4°C. Test compounds were added to the homogenates at a final concentration of 10 μg/mL, and then the reaction was initiated by heating at 37°C in a water bath.
The samples (100 μL) were withdrawn at different time intervals (0, 30, 60 and 120min) and tested as described above.
